
Instructions 28-4046-23 AB HiTrap affinity columns

Caution 
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Code No.        Product No. supplied     

Connector kit
Connectors supplied Usage No. supplied
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E. coli

Note:
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Table 1.

E. coli

Note:
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Table 2.
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Note:
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Note:

Buffer preparation

Recommended buffers 



p. 8

Note:

Column preparation

Note:
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Optional

Optional: Blank run
Note:

Note:

Performing a blank run:
without

Note:
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Sample preparation 

Note:

Purification
Please read the section “General considerations” before starting the 
purification

Note:

Note:
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Concentration of imidazole in binding/wash buffer 

Choice of metal ion
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Note:

Recommended stripping buffer:
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Note:

Column has clogged:

Sample is too viscous:

Protein is difficult to dissolve or precipitates during 
purification:
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Note:

No histidine-tagged protein in the purified fractions:
Elution conditions are too mild (histidine-tagged protein still bound):

Protein has precipitated in the column:

Nonspecific hydrophobic or other interactions:

Concentration of imidazole in the sample and/or binding buffer is too 
high:

Target protein may not be histidine-tagged as expected:

Histidine-tag may be insufficiently exposed:

Buffer/sample composition is incorrect:
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Sonication insufficient:

Protein is insoluble (inclusion bodies):

The protein is collected but is not pure (multiple bands on 
SDS polyacrylamide gel):  

Partial degradation of tagged protein by proteases:

Contaminants have high affinity for the metal ions used:
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Contaminants are associated with tagged proteins:

Try another metal ion:

Histidine-tagged protein is eluted during sample
loading/wash:

Buffer/sample composition is incorrect:

Histidine-tag is partially obstructed:

Column capacity is exceeded:

Product No. supplied Code No.

Related products No. supplied Code No.
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Accessories No. Supplied Code No.

Literature
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Licensing information
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